and two halves of an antibiotic resistance marker with overlapping ends of around 440 bp (B + C shown in magenta). In the first approach, the separate fragments were amplified by PCR introducing small overlapping sequences and the final cassettes were generated by a second fusion PCR step. For the two remaining strategies, the fragments were introduced into plasmid vectors by Golden Gate Cloning. PCR amplified fragments carrying the required fusion sites were either introduced into separate vectors for the two halves of the split marker cassette or cloned as the full knockout cassette containing the whole marker sequence. In both cases the final split-marker fragments were amplified by PCR using the purified vectors as templates.
7 Table S4 List of primers used in this study. 
